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Abstract: Therapeutic options for amyotrophic lateral sclerosis (ALS) are still limited. Great hopes,
however, are placed in growth factors that show neuroprotective abilities (e.g., nerve growth
factor (NGF), brain-derived neurotrophic factor (BDNF), and vascular endothelial growth factor
(VEGF)) and in the immune modulating features, in particular, the anti-inflammatory effects.
In our study we aimed to investigate whether a bone marrow-derived lineage-negative (Lin-) cells
population, after autologous application into cerebrospinal fluid (CSF), is able to produce noticeable
concentrations of trophic factors and inflammatory-related proteins and thus influence the clinical
course of ALS. To our knowledge, the evaluation of Lin- cells transplantation for ALS treatment has
not been previously reported. Early hematopoietic Lin- cells were isolated from twelve ALS patients’
bone marrow, and later, the suspension of cells was administered into the subarachnoid space by
lumbar puncture. Concentrations of selected proteins in the CSF and plasma were quantified by
multiplex fluorescent bead-based immunoassays at different timepoints post-transplantation. We also
chose microRNAs (miRNAs) related to muscle biology (miRNA-1, miRNA-133a, and miRNA-206)
and angiogenesis and inflammation (miRNA-155 and miRNA-378) and tested, for the first time,
their expression profiles in the CSF and plasma of ALS patients after Lin- cells transplantation.
The injection of bone marrow cells resulted in decreased concentration of selected inflammatory
proteins (C3) after Lin- cells injection, particularly in patients who had a better clinical outcome.
Moreover, several analyzed miRNAs have changed expression levels in the CSF and plasma of ALS
patients subsequent to Lin- cells administration. Interestingly, the expression of miR-206 increased
in ALS patients, while miR-378 decreased both in the CSF and plasma one month after the cells’
injection. We propose that autologous lineage-negative early hematopoietic cells injected intrathecally
may be a safe and feasible source of material for transplantations to the central nervous system (CNS)
environment aimed at anti-inflammatory support provision for ALS adjuvant treatment strategies.
Further research is needed to evaluate whether the observed effects could significantly influence the
ALS progression.
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1. Introduction
Amyotrophic lateral sclerosis (ALS) is a progressive neurodegenerative disease that selectively
affects motor neurons. The typical symptomatic hallmark involves muscle weakness and wasting,
cramps, poor reflexes, twitching, and speech problems. The worldwide incidence is estimated to
be 2–3 per 100,000, and most patients have first symptoms in their sixth and seventh decades [1].
The majority of patients diagnosed with ALS are classified as having sporadic disease, whereas 5–10%
have a positive family history [2]. To date, several genes and loci of major effect have been identified,
and among the known genes, mutations in SOD1 (superoxide dismutase 1) account for 20% of familial
ALS [1].
During the neurodegeneration of ALS, dysfunction occurs at both the motor neuron cell body
and peripheral motor axon. The postulated pathophysiological mechanisms responsible for motor
neurons degeneration involve oxidative stress, excitotoxicity, mitochondrial dysfunction, and protein
aggregates abnormally activating major histocompatibility complex class I [3–5]. Recently, it was
shown that neuroinflammation mediated by glial cells and systemic immune activation may play a
key role in the progression of the disease, through mechanisms that can be either neuroprotective or
neurodetrimental, depending on the type of cells and the motor neuron compartment involved [6].
Several studies have indicated that the immune system is actively involved in the progression of
ALS—CNS, microglia and astrocytes are activated during disease progression, whereas peripheral
T lymphocytes and natural killer cells infiltrate the spinal cord. Previous studies have shown that
many proteins contributing to inflammation and/or the innate immune system may exhibit high levels
in the CSF, plasma, or tissues of ALS patients (e.g., tumor necrosis factor alpha (TNF-α), circulating
chemokines, and cytokines). Among them, toll-like receptors (TLRs) have an important part in
the formation of chronic inflammation in neurodegenerative illnesses such as ALS [7]. It has also
been stated that ALS patients present signs of systemic inflammation, reflected in increased levels of
C-reactive protein (CRP) and complement components, such as C3 and C4 [8,9].
The currently available treatment option for ALS in Poland is riluzole, which prolongs life by
2–3 months with debatable functional improvement [10]. Although the Food and Drug Administration
(FDA) has recently approved the use of edaravone, a free radical scavenger, at this moment, it is not
yet registered in Poland [11]. The broad spectrum of molecular and cellular players in ALS certainly
makes drug development difficult. Recently, increased emphasis has arisen on novel treatment options
for neurodegenerative disorders using stem cell-based therapies, which have been widely investigated
in two major directions: cell replacement and trophic support. The first approach aims at replacing the
degenerated neurons, while the latter claims that stem/progenitor cells (SCs/SPCs, respectively) might
provide a neuroprotective microenvironment for damaged tissue and save the remaining neurons [12].
In recent years, numerous studies have shown that stem cell transplantation elicits neurogenesis and
angiogenesis as stem cells release numerous growth factors, which regulate the growth, differentiation
and migration of neural SPCs [13,14]. It seems that in ALS, in the absence of one specific causative
mechanism identified, the protection of the motoneurons with multipotent growth factors remains
the most rational approach available. So far, the majority of studies and clinical trials in ALS have
been focused on neurotrophic factors, but also other growth factors have been investigated for their
not-so-obvious neurotrophic properties (e.g., vascular endothelial growth factor (VEGF)).
Three distinct families of neurotrophic factors (NTFs) have been characterized in recent years:
classical neurotrophins (e.g., nerve growth factor (NGF), brain-derived neurotrophic factor (BDNF),
neurotrophin 3 (NT-3), and neurotrophin 4 (NT-4)); the glial cell line-derived neurotrophic factor family
of ligands (GDNF), neurturin (NRTN), artemin (ARTN), and persephin (PSPN)); and neuropoietic
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cytokines [15]. Neurotrophins (NTs) possess strong neuroprotective properties and determine
neuronal homeostasis by inducing neural SPCs proliferation, migration, and differentiation via
specific/nonspecific receptor interactions [16]. They are also responsible for the prevention of oxidative
stress and apoptosis inhibition [17]. The accessibility of neurotrophic factors in optimal levels is critical
during development, but they also regulate motor neuron maintenance and survival even long after
neurons have become fully differentiated. NTs might be an interesting treatment tool for various
neurodegenerative disorders; however, their poor pharmacokinetic profiles (primarily their inability to
cross the blood–brain barrier (BBB) and short half-life) make their application in a protein form largely
ineffective [18,19].
Recently, a great therapeutic potential is being attributed to vascular endothelial growth factor
(VEGF), which, on the contrary to NTs, does cross the BBB in sufficient concentrations [20]. Besides
its prominent role in angiogenesis, VEGF also exerts important protective effects on neurons. VEGF
promotes the survival of cells overexpressing a mutated SOD1 G93A protein [21,22] and ameliorates
the effects of glutamate excitotoxicity [23]. In rodents, VEGF treatment leads to a delay of ALS onset,
an improvement of motor functions, the protection of motoneurons and neuromuscular junctions,
and increase in survival [24,25]. Overall, pre-clinical data on the VEGF role in ALS treatment
is promising.
Multiple mechanisms regulate proper levels of protein expression; among these, microRNAs
(miRNAs, miRs) are commonly seen as ‘master regulators’ [26]. MiRNAs are small, non-coding
molecules, which regulate gene expression at the post-transcriptional level, usually binding the
3′-untranslated region of mRNA sequence [27]. Apart from their recognized role in cellular
specification and pathophysiological mechanisms, the recent discovery of circulating miRNAs
also suggests that they provide novel means for paracrine and systemic communication [28].
In regards to ALS, recent studies have shown a correlation between miRNAs expression and
microglia activation [29]. A group of muscle-specific miRNAs (“myo-miRs”) including miRNA-1,
miRNA-206, and miRNA-133a/b, which are involved in the process of proliferation, plasticity,
regeneration, and repair of muscle [30], might play a role in modulating the disease course in
ALS, where degeneration of both upper and lower motoneurons leads to muscle atrophy. Recent
findings also demonstrate a presumable role of other groups of miRNAs, including immune
system-related miRNAs (“immuno-miRs”), such as miRNA-155 [31,32], and angiogenic-related
miRNAs (“angio-miRs”), such as miRNA-378 [33], in ALS pathology. In this study, we chose
to investigate the expression levels of miR-1, -133a, -155, -206, and -378 for their role in the
pathophysiological processes in ALS. To our knowledge, miRNA expression in the physiological
fluids of ALS patients during the course of experimental lineage-negative (Lin-) cell therapy has not
been studied so far.
We have previously shown that umbilical cord blood (UCB)-derived SPCs, especially Lin- cells,
strongly and specifically express classical NTs and the novel neurotrophic cytokines: cerebral dopamine
neurotrophic factor (CDNF), mesencephalic astrocyte-derived neurotrophic factor (MANF), pigment
epithelium-derived factor (PEDF), and the aforementioned VEGF. We have also shown that these
secreted factors support neuronal proliferation and in vitro survival in a conditioned medium from
Lin-SPCs [14]. In this study, we aimed to investigate whether bone marrow-derived Lin- cells
administration is safe and feasible in ALS patients. Because miRNAs and growth factors have a
strong role in ALS pathology, we hypothesized that this adjuvant cell therapy could also bring specific
changes in the expression profiles in both the CSF and blood plasma of ALS patients.
2. Results
2.1. Analysis of Included Individuals
Four females and eight males suffering from ALS were enrolled in the study. The demographic
and neurological characteristics of the ALS patients are shown in Table 1. There were no abnormalities
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on the laboratory tests at the inclusion to the study. Clinical analysis was performed in 12 patients as
described in Section 4. All ALS patients enrolled in this trial were treated once with autologous bone
marrow-derived lineage-negative early hematopoietic cell transplantation given intrathecally to the
spinal canal and were assessed for therapy safety and for analysis of selected growth factors, cytokines,
and miRNA profiles expressed in the blood plasma and cerebral spinal fluid. In our previous studies,
we have thoroughly characterized Lin- cells as a heterogeneous population, which consists of precursor,
progenitor, and stem cells and lacks mature morphotic blood elements [15]. Of note, inter-individual
variability related to the number of Lin- cells isolated from the bone marrow from each ALS patient
and subsequently transplanted intrathecally underlines the heterogeneity of the study patients’ groups
(Table 1). In three months post-transplantation, 12 patients were retrospectively analyzed in detail as
described in Section 4. As a result of such investigation, the whole patient population was divided into
two different groups based on the disease course post-transplantation. Group I included six patients
who did not decline neurologically after Lin- cells transplantation. In contrast, group II consisted
of six patients, who presented deterioration of neurological status despite cellular adjuvant therapy.
Then, in the context of the ALS course, further analysis of molecular data was performed separately
for both groups and compared together. Initial comparison of the anthropometric parameters between
both groups of treated individuals revealed no statistically significant differences (Table 1). In our
study, patients from group II appeared to obtain lower number of Lin- cells per transplantation than
individuals from group I.
Table 1. Characteristics of both groups together with the amyotrophic lateral sclerosis functional rating
scale (ALSFRS) and Norris scale results. Tx: transplantation.
Characteristic Group I (n = 6) Group II (n = 6) p-Value
Age (mean ± SD, years) 48.7 ± 15.5 50.7 ± 10 p = 0.8133
Age at disease onset (mean ± SD, years) 45.5 ± 17 47.3 ± 10.4 p = 0.8141
Sex (male/female) 4/2 4/2 p = 1
Symptom duration (mean ± SD, months) 39.3 ± 27.39 37.3 ± 32.14 p = 0.9178
Number of Lin- cells administered (mean ± SD) 11.95 ± 5.76 × 106 4.53 ± 3.19 × 106 p = 0.0365
ALSFRS score (mean ± SD)
Before Lin- Tx 26.3 ± 2.8 15.5 ± 3.15 p = 0.0002
3 months after Lin- Tx 25.5 ± 3.6 12.6 ± 1.7 p = 0.0002
6 months after Lin- Tx 23 ± 6.4 10.5 ± 1.5 p = 0.0491
Norris scale score (mean ± SD)
Before Lin− Tx 84.3 ± 4.4 58 ± 6.4 p < 0.0001
3 months after Lin- Tx 86 ± 5.9 50.3 ± 3.7 p < 0.0001
6 months after Lin- Tx 81.6 ± 12.2 38 ± 6.6 p = 0.0007
We have not observed any adverse effects of autologous bone marrow-derived Lin- cells injected
intrathecally, which makes them a safe and feasible source of material for transplantations to the CNS
environment aimed at trophic support provision. The characteristics of both groups are shown in
Table 1. Laboratory tests were performed on the obtained peripheral blood samples, and the results
are presented in the Supplementary Materials.
2.2. Growth Factor Levels in CSF
The concentrations of inflammatory proteins (C3, C4, and CRP), neurotrophic factors (NGF and
BDNF), and growth factors involved in angiogenesis (ANGP2 and VEGF) were assessed (Figure 1).
We found that levels of C3 were significantly lower (up to two times) after Lin- cells transplantation
in ALS patients from group I than before transplantation (Tx). In contrast, C3 concentration after
Lin- cells transplantation in ALS patients from group II was significantly higher than before cell
administration (Figure 1). Interestingly, when we compared the levels of C3 before cell therapy in
patients diagnosed with ALS from both groups included in the study, we observed significantly higher
(up to two times) C3 concentration in patients from group I. In addition, the analysis of the initial
concentration of C4 before Lin- cells transplantation revealed a 50% increase in the individuals from
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group II. We observed no significant differences in the levels of neurotrophic (NGF and BDNF) and
angiopoietic (ANGP2 and VEGF) growth factors between the individuals from both groups of patients
diagnosed with ALS neither before nor after Lin- cells transplantation (Figure 1). However, we cannot
compare the obtained data with the control group values due to the lack of a control group for the
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the  lowest  concentration  in  six  months  post‐transplantation  at  the  end  of  the  investigation. 
Figure 1. Levels of selected growth factors and cytokines in ALS patients’ CSF at different timepoints
(0 months: before Lin- cells transplantation, 1 month: 1 month after Lin- cells transplantation) and
their statistical comparison. A description of the difference between group I and II is given in Section 4.
* p < 0.05, ** p < 0.01—level of significance. CRP: C-reactive protein; NGF: nerve growth factor;
BDNF: brain-derived neurotrophic factor; ANGP2: angiopoietin 2; VEGF: vascular endothelial growth
factor. Symbols (solid circle, triangle, square) are used to distinguish groups, each symbol represents
one patient.
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2.3. Comparison of Systemic Levels of Neurotrophic Growth Factors in Blood Plasma from ALS Patients
Using multiplex immunoassay, we have also assessed the levels of NGF and BDNF in plasma
samples (Figure 2). We have observed that in group I, NGF levels considerably increased in the first
days after cells injection; however, they began to gradually decrease after a week, presenting with the
lowest concentration in six months post-transplantation at the end of the investigation. Interestingly,
in group II of ALS patients, the levels of NGF were considerably decreased in all study time-points
compared with the corresponding time-points in group I before and after cell therapy. General tendency
in the changes of concentration of BDNF in plasma were similar in both groups; although, in group I,
we have noted an increase in BDNF level in the third day post-transplantation (from 1382.6 pg/mL to
2588.4 pg/mL). In group II, the upswing was much lower indeed (from 915.6 pg/mL to 1172.0 pg/mL).
However, the only statistically significant difference was observed for NGF in group I (three days vs.
six months), but the interpretation must be cautious due to the large variation in the levels of NGF,
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did  not  detect  any  difference  between  experimental  timepoints when  analyzing  the  expression 
pattern of miRNA‐133a in plasma. 
Figure 2. Levels of selected neurotrophic growth factors in ALS patients’ blood plasma at different
timepoints (0, 3, and 7 days and 3 and 6 months after the experiment onset) and their statistical
comparison. Description of the difference between group I and II is given in Section 4. * p < 0.05—level
of significance. Symbols (solid circle, triangle, square) are used to distinguish groups, each symbol
represents one patient.
2.4. miRNA Expression
Our results of miRNA expression analysis in the CSF and plasma are depicted in Figures 3 and 4
respectively. We found that in the CSF, the expression levels of miRNA-206 were significantly higher
(up to two times) in ALS patients from both groups after cell transplantation compared to the initial
timepoint before Lin- cells administration. Interestingly, relatively similar significant results were
observed in case of miRNA-133a in both groups of ALS patients before and after cell Tx. In contrast,
we found that levels of miRNA-378 were significantly lower one month after Lin- cells therapy in
both groups of ALS patients. We did not detect any difference between experimental timepoints when
analyzing the expression pattern of miRNA-1 and miRNA-155 in the CSF.
Next, we became interested in systemic levels of selected miRNAs in the peripheral blood plasma.
We found that in plasma, the expression levels of miRNA-155 were significantly higher (up to two times)
in ALS patients from both groups after cell transplantation compared with the initial timepoint before
Tx of Lin- cells. Furthermore, in group II of ALS patients, we detected a similar expression pattern in
case of miRNA-206 before and after cell administration. In group I of ALS patients, miRNA-206 was
also increased nearly 100% after Lin- cells Tx compared with the initial timepoint; however, in this case,
the difference did not reach statistical significance. In contrast, we found that levels of miRNA-378
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were significantly lower (maximally up to three times) one month after Lin- cells therapy in both
groups of ALS patients. Likewise, Lin- cells administration induced a significant decrease of miRNA-1
expression in group II of ALS patients one month post-injection. We did not detect any difference







Figure 3. Mean relative values of microRNAs (miRNA) expression in ALS patients’ CSF (0 months:
before Lin- cells transplantation, 1 month: 1 month after Lin- cells transplantation); * p < 0.05, ** p < 0.01,
*** p < 0.001. Symbols (solid circle, triangle, square) are used to distinguish groups, each symbol
represents one patient.
Int. J. Mol. Sci. 2018, 19, 1312 8 of 19Int. J. Mol. Sci. 201, 1, x  8 of 19 
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3. Discussion 
ALS  is  an  incurable  neurodegenerative  disease,  and  despite  the  substantial  number  of 
approaches that have been tested clinically, therapeutic options are still limited. Many hopes for the 





Figure 4. Mean relative values of miRNA expression in ALS patients’ blood plasma (0 months: before
Lin- cells transplantation, 1 month: 1 month after Lin- cells transplantation); * p < 0.05, ** p < 0.01,
*** p < 0.001. Symbols (solid circle, triangle, square) are used to distinguish groups, each symbol
represents one patient.
3. Discussion
ALS is an incurable neurodegenerative disease, and despite the substantial number of approaches
that have been tested clinically, therapeutic options are still limited. Many hopes for the cure for
ALS are placed in growth factors that show neuroprotective abilities and are known to promote the
survival of neurons (e.g., NGF, BDNF, and others). However, their plasma delivery in pure protein
form is rather ineffective, often due to their poor pharmacokinetic profiles and inability to cross the
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blood–brain barrier in substantial amounts [34]. Therefore, in ALS, different stem and progenitor cell
therapy approaches step forward, as stem cells are avid growth factors ‘producers’. Human intrathecal
transplantation of different stem cell populations, including bone marrow (BM)-derived hematopoietic
stem and progenitor cells, have been previously attempted in patients with ALS, as well as in other
neurological disorders, such as stroke, cerebral palsy, or injury of the spinal cord, with promising
results and no relevant complications [35,36]. Importantly, in the experimental studies with stem
cell therapies performed in ALS patients, different quantities of cells were transplanted, even in the
same cohorts of subjects, due to the limited number of isolated cells available for a given patient,
however, with good study outcomes [37]. In this study, we investigated the safety and feasibility of
the administration of, previously described by our team [15], lineage-negative early hematopoietic
progenitor cells derived from each patient’s own bone marrow and their influence on the clinical
course of ALS through the first, to our knowledge, intrathecal transplantation of Lin- cells at different
doses to ALS patients. This selectively isolated cell population shows long-term self-renewal and
paracrine secretion of various angiopoietic and neurotrophic factors [14,38,39] on much higher levels
than do other nucleated cells [15]. Therefore, we have focused on potential/suggested trophic activity
exerted by transplanted Lin- cells in a neural environment rather than on their direct engraftment and
replacement of degenerating neurons in the nervous system affected by ALS. We have also tested for
the first time whether Lin- cells transplantation might influence specific miRNA expression patterns
observed in the CSF and in the peripheral blood plasma of ALS patients.
The important role of neuroinflammation mediated by glial and immune cells that are
active players in the pathogenesis of ALS is emerging [17]. Therefore, we have focused first on
neuroinflammation in our ALS patient population, as numerous inflammatory proteins have been
previously shown to be altered by this disease [40,41]. In our study, there were significant differences
in C3 and C4 concentration between study groups. Importantly, before cell transplantation, group
I presented higher C3 and lower C4 levels than group II. After Lin- cells transplantation, C3 levels
decreased in group I, but increased in patients from group II, whose neurological condition deteriorated
in course of ALS.
It was reported from the analysis of postmortem ALS spinal cord tissue that a robust complement
activation has been detected at RNA and protein levels in ALS patients, leading to increased amounts
of different activated complement components in the CSF and plasma, as well as directly in the spinal
cord [42,43]. Sta et al., have recently suggested that there is disruption of the balance of clearance
and repair in the CNS of ALS patients, which involves the complement system [44]. In a model of
immune activation in ALS proposed by this group, the stressed neurons and the surrounding glial
cells produced complement C1q and C4. C4 has been also shown to play a role in the attraction and
activation of macrophages in SOD1 mutant mice [45]. C1q represents the initiating component of the
classic complement pathway (C1→C4/C2/C3→C5) [46], whereas C3 is central to the classic and the
alternative complement pathway (C3→C3/B→C5) [47]. Although most complement components
are produced by the liver, many different cell types, including CNS microglia, specific neuronal
populations, and astrocytes, can produce C3 and C4 [48]. Activation of the complement system and
pro-inflammatory microglia may result in the impairment of the BBB; therefore, the increased levels of
C3 and C4 in the CSF in ALS might result from both the increased intrathecal synthesis and the influx
from the systemic circulation.
Several studies in ALS mice models have correlated the increase in complement components with
the disease progression, which might in part also explain our findings. In a recent study, deletion of the
gene encoding C4 did not affect the disease course in high-expressing mutant SOD1G93A mice [45];
however, the C3-dependent alternative complement pathway activation would still be possible.
Local activation and increased expression of complement components signaling can contribute also
to the recruitment of different mononuclear cells, including macrophages, that might accelerate
the neuronal death, as observed in SOD1G93A mice [49]. In this notion, previously described
selective inhibition of C5a–C5aR1 signaling ameliorated ALS pathology, reduced motor symptoms,
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and extended the survival of SOD1G93A mice [50]. Likewise, in our recent study on the constitutive
C3-deficiency in the neural retina, it was found that the lack of activated C3 resulted in lower expression
of the cellular oxidative stress components and higher anti-apoptotic activity together with significantly
increased expression of several gene sets associated with the maintenance of the physiological functions
of the nervous system [51]. Our actual observation of the significantly decreased C3 levels in the CSF
in group I after Lin- cells administration may suggest temporary inhibition or at least a slowdown
of neuroinflammatory processes, perhaps at least partially induced by Lin- cells transplantation.
In contrast, the increase of C3 expression in group II of ALS patients might be a reflection of continuous
local complement activation, which was not blocked sufficiently by the Lin- cells therapy approach.
It should be stressed here that group II of ALS patients obtained a lower number of Lin- cells during
transplantation in general compared to the ALS individuals representing group I in our study.
Neurotrophic factors have been at the center of interest in ALS research for years. Neurotrophins
are proposed as potential drugs and have been used in multiple approaches to decrease the disease
progression in human, as well as in animal models [52–56]. In our study, we have observed that a single
injection of Lin- cells does not result in a prolonged change of BDNF and NGF levels in the CSF. In fact,
due to the short half-life of both molecules, it might be the case that their concentrations in the CSF have
changed shortly after cell injection, but in this study we examined the CSF collected before the Lin- cells
transplantation and after one month, which could have been too distant a timepoint to observe actual
changes in these proteins’ concentrations. We can expect that the potential beneficial effects of elevated
neurotrophins concentrations in the CSF of ALS patients may possibly be prolonged with repeated cell
injections, but this approach would require additional cell isolations and further monitoring timepoints.
Nevertheless, a portion of NTs released by the administered Lin- cells might as well infiltrate from the
CSF through the BBB and thus temporarily influence the local NTs synthesis within other cells, mostly
in patients from group I, who received a greater number of Lin- cells. Interestingly, we previously
observed that the exposure of Lin- cells to NTs, could increase the local expression of other NTs, such
as NT-3 expression following BDNF exposure [57]. Therefore, the detected plasma concentration of
BDNF and NGF might be a reflection of a systemic response after Lin- cells transplantation but could
also arise from increased expression of NGF in skeletal muscle [58] or altered astrocyte–motoneuron
cross-talk [59]. The observed results might also be due to generally low, often undetectable, levels
of these proteins in the blood plasma [60], which make NTs concentration assessment challenging.
This hypothesis is supported by the fact that transcripts for BDNF are strongly downregulated in
muscle biopsies from ALS patients [61]; thus, the NTs released from Lin- cells may just cover the
basic demands for these regulatory proteins in the nervous system and other tissues of ALS-affected
human organisms.
MiRNAs operating as fine tuners of post-transcriptional events mediate neuronal gene expression,
and their dysregulation becomes instrumental for understanding many diseases [62,63], including
ALS. ALS is a motor neuron disorder, and it has been proven in various reports that ALS can be caused
due to dysregulation of miRNAs and thus misexpression of proteins in cells. Recently, it has been
postulated that disrupted signaling at the neuromuscular junction, caused by cytotoxicity associated
with abnormal glutamate clearance and an overactive inflammatory response, results in neuromuscular
degeneration. Dysregulation of key miRNAs triggers the alterations in motor neuron physiology,
resulting in ALS pathology. Therefore, in the present study, we tested the expression profiles of
five chosen miRNAs (myo-miRs, angio-miRs, and immuno-miRs) in the plasma and CSF of patients
at two timepoints: before Lin- cells transplantation and a month after. Previous studies have also
stressed that microRNA profiling in ALS patients is largely dependent on the disease duration and the
patient’s sex and age at onset [64], and all these factors might have influenced our results. Overall,
we have observed similarities in miRNA profiles between groups I and II. Because the number of
Lin- cells transplanted varied between the groups, our miRNA results may suggest that the number of
transplanted cells is not a main factor influencing miRNA profiles. However, the significant changes
of several miRNA expression levels after Lin- cells administration may represent subtle neurological
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mechanisms modifications induced by the presence of biologically active Lin- cells in the area of
the central nervous system after their intrathecal transplantation. Nevertheless, several miRNAs
investigated in this study could potentially serve as biomarkers of disease activity and confirm
previous observations in this field of molecular neurology.
In the group of myo-miRs, the key regulator of the signaling between the motor neurons and
skeletal muscle fibers at the neuromuscular synapses is miR-206—a skeletal muscle-specific microRNA
affected in course of ALS. It has been found that deficiency of miR-206 in the ALS mouse model
(SOD1G93A mice) accelerates disease progression, as miR-206 is required for efficient regeneration of
neuromuscular synapses after nerve injury, which process probably accounts for the salutary effects
in ALS. Of note, miR-206 mediates these effects through histone deacetylase 4 and fibroblast growth
factor signaling pathways in ALS-affected muscle cells [65]. In our study, the expression levels of
this molecule were altered in all ALS patients recruited to this study, and we observed a significant
increase in miR-206 levels one month after Lin- cells transplantation among both groups of ALS
patients (groups I and II). Importantly, a similar pattern of expression changes in both study groups
was observed after Lin- cells transplantation and also in case of another myo-miR—miR133a. Increased
expression levels of both analyzed myo-miRs post-transplantation could have positive regulatory
effects by promoting the formation of new synapses that may delay the progression of ALS in our
patient cohort after Lin- cells transplantation. This observation is in concordance with the findings of
previous studies that muscles upregulate these miRs in a futile attempt to promote reinnervation after
their damage and thus resist disease progression [65].
Neuroinflammation and glial cell activation have been shown to contribute to motor neuron
degeneration in ALS. The upregulation of “inflamma-miRNAs”, also known as “immune-miRs”,
including miR-155, was shown to contribute to microglia-mediated immune response and
neuroinflammation [66]. Thus, after Lin- cells administration we defined alterations of miR-155
expression, noticeably important for neuroinflammation-associated signaling pathways in ALS.
Interestingly, we found that the significant increase of miR-155 expression levels was a sustained
feature only in the blood plasma collected from all ALS patients after Lin- cells transplantation but not
in their CSF samples. The constant expression profile of miR-155 in the CSF after cell transplantation
might vaguely suggest that the inflammation is not progressing [67] after cell transplantation. On the
other hand, there is recent evidence demonstrating that upregulation of miR-155 benefits in preventing
the elevation of other pro-inflammatory cytokines. The miR-155 upregulation could be due to the
lack of CX3CL1 inhibitory input from neurons, essential for the microglia surveilling phenotype [68].
In addition, the protective and anti-inflammatory role of miR-155 was recently suggested in the model
of atherosclerosis-associated chronic inflammation [69]. Therefore, the results of miR-155 expression in
our study may provide a potential explanation for the observed significantly lower concentration of
pro-inflammatory C3 molecule in the CSF from ALS patients after Lin- cells transplantation.
MiR-378 is strongly implied in adipocyte gene expression and lipogenesis [70]. Taken above,
miR-378 might regulate adiponectin expression through a C/EBP binding site of the adiponectin
promoter [70]. MiR-378 is significantly upregulated in muscle cachexia, which can gradually develop
in patients affected by ALS. The expression of miR-378 associates strongly and positively with
catecholamine-stimulated lipolysis in adipocytes. This correlation is probably causal, because
overexpression of miR-378 in human adipocytes increases catecholamine-stimulated lipolysis.
Taken together, increased miR-378 expression in ALS patients could play an etiological role in
degenerative cachexia-associated adipose tissue loss via effects on adipocyte lipolysis. In contrast,
inhibition of miR-378 expression could attenuate stimulated lipolysis and reduce the expression of
a set of genes (LIPE, PLIN1, and PNPLA2) encoding key lipolytic regulators [71]. In our study,
we observed the significant decrease of miR-378 expression in all ALS patients following Lin- cells
transplantation, which might have an effect on the clinical outcomes in this patient cohort. Finally, some
studies have also linked the aforementioned miR-378 with inflammation processes [72,73], as generally
both lymphoid- and myeloid-related cells affect inflammation in a stimulating or inhibitory manner.
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In this notion, it is interesting whether the results of the miR-378 expression obtained in our study
after cell transplantation may provide another potential explanation for the observed significantly
lower concentration of pro-inflammatory C3 molecules in the CSF of ALS patients from group I,
which obtained a greater quantity of Lin- cells during the Tx procedure.
Although our study groups were too small to validate the specificity and sensitivity of the selected
miRNAs as biomarkers, on the basis of our results one can conclude that one of the miRNA profiling
assets in ALS is consistency of expression tendencies in the CSF and plasma. However, we cannot
compare the obtained data with control group values due to the lack of a control group for the
procedure in this preliminary study, which is explained below. We propose, that miRNA-155, -206,
and -378 could serve as useful biomarkers of ALS response to bone marrow-derived cell therapeutic
administration, but this needs further elucidation. However, for each of the analyzed miRNAs,
whether the change contributes directly to disease progression or represents a compensatory/beneficial
response to cell therapy remains unclear. In particular, this is a first study of miR-378 in ALS, and a
vast spectrum of miR-378 targets could provide a link between various processes underlying ALS
pathophysiology. In our future studies, we will aim to further investigate the emerging role of miR-378
in ALS and its potential in diagnosis, treatment, and prognosis.
Potential Study Limitations
Overall, our study gave some interesting results, but it did not lack some drawbacks. The first is
the diversity of the investigated group—patients enrolled in the study differed considerably in terms
of the disease onset (17–62 years), ALS disease duration (8–108 months), and the number of available
Lin- cells transplanted into each particular patient. Also, due to the characteristics of our study based
on Lin- cells injection, the experiment was conducted only in ALS patients, lacking a control group.
Overall, this study was not designed, nor was large enough, to determine the efficacy of slowing or
stopping the progression of ALS. In addition, the clinical progression in ALS is highly variable, and the
biological factors accounting for this variability are still unknown. Therefore, for proper reasoning,
we divided the study cohort arbitrary into two separated groups, which included only six participants,
related to their clinical outcomes, further limiting our ability to make any conclusive statements
about the therapeutic efficacy of the Lin- cells transplantation. We could only observe in these small
groups the changes in molecular expression of selected proteins and miRNAs. Nevertheless, we must
be cautious about ascribing the cause and effect of the performed intervention to the ALS patients
recruited to the study. In the absence of a control group, it remains unclear whether changes in these
parameters were due to the injected cells themselves or a response of the host tissue. Additional
studies are warranted to address this study limitation.
4. Materials and Methods
4.1. Patients
The study was designed as a prospective, open-label, nonrandomized clinical trial in a single
center for subjects with ALS. The trial (international number: NCT02193893) was approved (approval
code: KB-0012/06/10; 25 January 2010) by the Ethics Committee of the Pomeranian Medical University
in Szczecin (Poland) and performed in accordance with the Declaration of Helsinki; all patients
provided written informed consent. A total of 12 patients, four females and eight males, between 21
and 65 years old (49.7 ± 13.08), with sporadic ALS according to the El Escorial Revised Criteria [74]
and with a survival prognosis of over 12 months on the basis of general and neurological condition
were enrolled in the study. A three-month period after the enrollment was dedicated to natural history
observation, during which controlled administration of riluzole (the only ALS treatment registered
in Poland) was continued. Patients over 65 were excluded from the study, as it has been previously
demonstrated that cell growth of expanded in vitro stem cells is strictly related to the donor’s age [75].
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Patients with familial ALS, with evidence of any concurrent illness, or receiving any medications that
might affect bone marrow were excluded.
4.2. Assessment
The clinical progression of the disease using the Norris scale was assessed at baseline, after 1, 2,
3, 5, 7, and 12 days (during hospitalization), 18 and 28 days after injection, and three and six months
after injection. This scale is a rating scale for ALS and consists of two parts, the limb Norris scale
(21 items to evaluate extremity function) and the Norris bulbar scale (13 items to evaluate bulbar
function). Each item is rated in four ordinal categories. In addition, activities of daily living using the
amyotrophic lateral sclerosis functional rating scale (ALSFRS) were assessed prior to the cell therapy,
at discharge from the clinic (day 12), and during subsequent visits. The ALSFRS scale measures a
patient’s level of self-sufficiency in four domains with three items in each (rated 4–0 with a maximum
score = 48): bulbar function, fine motor tasks, gross motor tasks, and respiratory insufficiency. Based
on the functional condition of patients three months after cell injection (assessed using the ALSFRS and
Norris scale), we divided them into two groups: I—patients whose condition did not decrease based
on results from at least one scale assessment (n = 6); and II—patients whose condition deteriorated
based on results from both neurological tests (n = 6).
4.3. Cells
BM from the patients was obtained after informed consent was given. BM samples (40–50 mL)
were aspirated in local anesthesia, from the posterior iliac crest of recruited patients and subsequently
resuspended in a collecting medium (phosphate-buffered saline (PBS), pH 7.2) and heparin (20 U/mL;
Gibco, Waltham, MA, USA). BM samples were lysed in BD PharmLyse Lysing Solution (BD Biosciences,
San Jose, CA, USA) for 15 min at room temperature in the dark and washed twice in phosphate-buffered
saline. The obtained suspension of BM nucleated cells (NCs) was subjected to immunomagnetic
separation procedures (MiniMACS, Miltenyi Biotec, Auburn, AL, USA). Lineage-negative SPCs
(7.89 ± 5.77 × 106) were isolated from non-separated NCs using immunomagnetic isolation and
a lineage cell depletion kit (Miltenyi Biotec, Auburn, AL, USA), as described [15], according to the
GMP conditions. Before implantation, the cells were maintained in 2 mL of sterile PBS.
4.4. Administration Procedure
The suspension of Lin- SPCs in PBS (2 mL) was administered into the subarachnoid space
by lumbar puncture between the lumbar vertebrae L3/L4 or L4/L5. The number of Lin- SPCs
administered differed between the groups: group I received 11.95 ± 5.76 × 106 cells, while group II
received 4.53 ± 3.19 × 106 cells. The cell suspension was slowly injected into the subarachnoid space
for 2–3 min. Then, patients were maintained in a supine position for 24–48 h.
4.5. Safety Endpoints
We assessed the safety of Lin- SPCs transplantation by the development of immediate or delayed
adverse events. Immediate reactions included respiratory failure, allergic reactions, local complications,
systemic complications, paralysis, or sensory loss below the level of the injection site. Delayed reactions
included intraspinal tumor formation or syringomyelia, persistent sensory loss, or paralysis not due to
the progression of the disease.
4.6. Molecular Analysis
For the molecular assays, we collected peripheral blood and cerebrospinal fluid samples at
different timepoints: peripheral blood was collected on the day of cell transplantation (day 0), three
days, seven days, one month, three months, and six months after transplantation, while CSF was
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collected on day 0 and one month after the procedure. The peripheral venous blood (ca. 10 mL) was
collected into tubes containing EDTA as an anticoagulant.
4.6.1. Multiplex Assay
Concentrations of various factors (BDNF, NGF, CRP, C3, C4, ANGP2, and VEGF) in the CSF were
quantified by multiplex fluorescent bead-based immunoassays (Luminex Corporation, Austin, TX,
USA) in samples collected on the day of the cell injection and one month later. Additionally, we also
assessed levels of BDNF and NGF in patients’ plasma on the day of injection, three and seven days
after treatment, and three and six months after treatment. The procedure was performed according to
the manufacturer’s protocol, as previously described [76].
4.6.2. qRT-PCR
miRNA isolation and expression analysis was performed in the cerebrospinal fluid, and blood
plasma was collected before cell administration and one month after cell transplantation. miRNA
was isolated from the plasma (200 µL) and cerebrospinal fluid (200 µL) with the NucleoSpin®
miRNA Plasma Kit (Macherey Nagel, Düren, Germany), following the manufacturer’s protocol.
Total miRNA was eluted in 30 µL nuclease-free water. Next, 25 fmol of miR-39 from C.elegans
(sequence: 5′-TCACCGGGTGTAAATCAGCTTG-3′, synthetized by the Institute of Biochemistry
and Biophysics, Polish Academy of Sciences) was added to each sample as a spike-in control.
Next, reverse transcription was performed with 7 µL of samples using NCode miRNA First-Strand
cDNA Synthesis Kit (Thermo Fisher Scientific, Waltham, MA, USA) following the manufacturer’s
protocol. Subsequently, preamplification was performed as described in Jazwa et al. [77]. Quantitative
assessment of the expression of the selected miRNAs (miRNA-1, miRNA-133a, miRNA-155,
miRNA-206, and miRNA-378) was performed by qRT-PCR using 2 µL of 10× diluted samples obtained
after preamplification, SYBR Green PCR Master Mix (SYBR Green qPCR Kit, Sigma-Aldrich, St. Louis,
MO, USA), a universal reverse primer for miRNAs qPCR supplied with NCode miRNA First-Strand
cDNA Synthesis Kit, and miRNA specific primers. Relative quantification of expression of selected
target miRNAs was performed with the comparative Ct (cycle threshold) method. The relative
quantization value of the target, normalized to spike-in control, was expressed as 2−∆Ct.
4.7. Statistical Analysis
GraphPad Prism software (v.6.1) was applied for all mathematical calculations, including
mean and standard deviation. ANOVA with post-hoc Tukey’s test was used to calculate statistical
significance; a p-value < 0.05 was considered significant.
5. Conclusions
We have shown that autologous bone marrow-derived lineage-negative early hematopoietic
cells injected intrathecally are a safe and feasible source of material for transplantations to the
CNS environment aimed at trophic support provision. Lin- cells intrathecal injection appeared
to be a safe and well-tolerated procedure without transient or chronic adverse events. Therefore,
with proper enrollment criteria and repeated cell applications, it may be possible to sustain their
potentially beneficial effects, thus causing a gradual decrease or stop in ALS progression. Despite
the variation in individual response arising, inter alia, due to different stages of the disease during
enrollment, our preliminary results suggest that single intrathecal injection of bone marrow-derived
early hematopoietic cells may cause some positive changes in various cytokines concentrations.
Furthermore, our findings showed consistent miRNA expression profiles in the CSF and blood plasma,
providing some presumable links between miRNA expression and the effects on the disease pathology;
however, this needs further clarification. These data suggest that miR-206 or miR-133a in the CSF may
also have a specific protective function at the synapse in ALS, where denervation occurs following
motor neuron cell death. To our knowledge, this is the first study on miRNA-378 in ALS, which might
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potentially serve as a biomarker of disease progression. In our future studies, we aim to further
investigate the role of miRNA-378 and its targets in the pathophysiology of ALS.
Further clinical and experimental studies need to be conducted in the future to fully define
the exact molecular roles of different miRNA in the pathogenesis of different forms of ALS disease
in humans. The use of miRNAs as disease biomarkers may have strong potential, not only for
early diagnosis, but also for predicting disease severity and evolution and for improving phenotype
classification and group stratification in the planned clinical trials.
Supplementary Materials: Supplementary materials can be found at http://www.mdpi.com/1422-0067/19/5/
1312/s1.
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CRP C-reactive protein
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References
1. Kiernan, M.C.; Vucic, S.; Cheah, B.C.; Turner, M.R.; Eisen, A.; Hardiman, O.; Burrell, J.R.; Zoing, M.C.
Amyotrophic lateral sclerosis. Lancet 2011, 377, 942–955. [CrossRef]
2. Turner, M.R.; Hardiman, O.; Benatar, M.; Brooks, B.R.; Chio, A.; de Carvalho, M.; Ince, P.G.; Lin, C.;
Miller, R.G.; Mitsumoto, H.; et al. Controversies and priorities in amyotrophic lateral sclerosis. Lancet Neurol.
2013, 12, 310–322. [CrossRef]
Int. J. Mol. Sci. 2018, 19, 1312 16 of 19
3. Pronto-Laborinho, A.C.; Pinto, S.; de Carvalho, M. Roles of vascular endothelial growth factor in amyotrophic
lateral sclerosis. BioMed Res. Int. 2014, 2014, 947513. [CrossRef] [PubMed]
4. Costa, J.; Gomes, C.; de Carvalho, M. Diagnosis, pathogenesis and therapeutic targets in amyotrophic lateral
sclerosis. CNS Neurol. Disord. Drug Targets 2010, 9, 764–778. [CrossRef] [PubMed]
5. Andrews, J. Amyotrophic lateral sclerosis: Clinical management and research update. Curr. Neurol.
Neurosci. Rep. 2009, 9, 59–68. [CrossRef] [PubMed]
6. Liu, J.; Wang, F. Role of neuroinflammation in amyotrophic lateral sclerosis: Cellular mechanisms and
therapeutic implications. Front. Immunol. 2017, 8, 1005. [CrossRef] [PubMed]
7. Fellner, A.; Barhum, Y.; Angel, A.; Perets, N.; Steiner, I.; Offen, D.; Lev, N. Toll-like receptor-4 inhibitor
tak-242 attenuates motor dysfunction and spinal cord pathology in an amyotrophic lateral sclerosis mouse
model. Int. J. Mol. Sci. 2017, 18, 1666. [CrossRef] [PubMed]
8. Lu, C.H.; Allen, K.; Oei, F.; Leoni, E.; Kuhle, J.; Tree, T.; Fratta, P.; Sharma, N.; Sidle, K.; Howard, R.;
et al. Systemic inflammatory response and neuromuscular involvement in amyotrophic lateral sclerosis.
Neurol. Neuroimmunol. Neuroinflammation 2016, 3, e244. [CrossRef] [PubMed]
9. Ganesalingam, J.; An, J.; Shaw, C.E.; Shaw, G.; Lacomis, D.; Bowser, R. Combination of neurofilament heavy
chain and complement C3 as CSF biomarkers for ALS. J. Neurochem. 2011, 117, 528–537. [CrossRef] [PubMed]
10. Miller, R.G.; Mitchell, J.D.; Lyon, M.; Moore, D.H. Riluzole for amyotrophic lateral sclerosis (ALS)/motor
neuron disease (MND). Cochrane Database Syst. Rev. 2007, Cd001447. [CrossRef]
11. Rothstein, J.D. Edaravone: A new drug approved for als. Cell 2017, 171, 725. [CrossRef] [PubMed]
12. Sadan, O.; Shemesh, N.; Barzilay, R.; Bahat-Stromza, M.; Melamed, E.; Cohen, Y.; Offen, D. Migration
of neurotrophic factors-secreting mesenchymal stem cells toward a quinolinic acid lesion as viewed by
magnetic resonance imaging. Stem Cells 2008, 26, 2542–2551. [CrossRef] [PubMed]
13. Machalinska, A.; Kawa, M.; Pius-Sadowska, E.; Stepniewski, J.; Nowak, W.; Roginska, D.; Kaczynska, K.;
Baumert, B.; Wiszniewska, B.; Jozkowicz, A.; et al. Long-term neuroprotective effects of NT-4-engineered
mesenchymal stem cells injected intravitreally in a mouse model of acute retinal injury. Investig. Ophthalmol.
Vis. Sci. 2013, 54, 8292–8305. [CrossRef] [PubMed]
14. Paczkowska, E.; Piecyk, K.; Luczkowska, K.; Kotowski, M.; Roginska, D.; Pius-Sadowska, E.; Oronowicz, K.;
Ostrowski, M.; Machalinski, B. Expression of neurotrophins and their receptors in human CD34+ bone
marrow cells. J. Physiol. Pharmacol. 2016, 67, 151–159. [PubMed]
15. Paczkowska, E.; Kaczynska, K.; Pius-Sadowska, E.; Roginska, D.; Kawa, M.; Ustianowski, P.; Safranow, K.;
Celewicz, Z.; Machalinski, B. Humoral activity of cord blood-derived stem/progenitor cells: Implications for
stem cell-based adjuvant therapy of neurodegenerative disorders. PLoS ONE 2013, 8, e83833. [CrossRef]
[PubMed]
16. Hata, T.; Sakata, N.; Yoshimatsu, G.; Tsuchiya, H.; Fukase, M.; Ishida, M.; Aoki, T.; Katayose, Y.; Egawa, S.;
Unno, M. Nerve growth factor improves survival and function of transplanted islets via trka-mediated beta
cell proliferation and revascularization. Transplantation 2015, 99, 1132–1143. [CrossRef] [PubMed]
17. Ciesler, J.; Sari, Y. Neurotrophic peptides: Potential drugs for treatment of amyotrophic lateral sclerosis and
alzheimer’s disease. Open J. Neurosci. 2013, 3, 2. [PubMed]
18. Gould, T.W.; Oppenheim, R.W. Motor neuron trophic factors: Therapeutic use in ALS? Brain Res. Rev. 2011,
67, 1–39. [CrossRef] [PubMed]
19. Park, S.; Kim, H.T.; Yun, S.; Kim, I.S.; Lee, J.; Lee, I.S.; Park, K.I. Growth factor-expressing human neural
progenitor cell grafts protect motor neurons but do not ameliorate motor performance and survival in ALS
mice. Exp. Mol. Med. 2009, 41, 487–500. [CrossRef] [PubMed]
20. Jiang, S.; Xia, R.; Jiang, Y.; Wang, L.; Gao, F. Vascular endothelial growth factors enhance the permeability of
the mouse blood-brain barrier. PLoS ONE 2014, 9, e86407. [CrossRef] [PubMed]
21. Li, B.; Xu, W.; Luo, C.; Gozal, D.; Liu, R. Vegf-induced activation of the PI3-K/Akt pathway reduces mutant
SOD1-mediated motor neuron cell death. Brain Res. Mol. Brain Res. 2003, 111, 155–164. [CrossRef]
22. Lunn, J.S.; Sakowski, S.A.; Kim, B.; Rosenberg, A.A.; Feldman, E.L. Vascular endothelial growth factor
prevents G93A-SOD1-induced motor neuron degeneration. Dev. Neurobiol. 2009, 69, 871–884. [CrossRef]
[PubMed]
23. Bogaert, E.; Van Damme, P.; Poesen, K.; Dhondt, J.; Hersmus, N.; Kiraly, D.; Scheveneels, W.; Robberecht, W.;
Van Den Bosch, L. VEGF protects motor neurons against excitotoxicity by upregulation of GLUR2.
Neurobiol. Aging 2010, 31, 2185–2191. [CrossRef] [PubMed]
Int. J. Mol. Sci. 2018, 19, 1312 17 of 19
24. Zheng, C.; Skold, M.K.; Li, J.; Nennesmo, I.; Fadeel, B.; Henter, J.I. VEGF reduces astrogliosis and preserves
neuromuscular junctions in als transgenic mice. Biochem. Biophys. Res. Commun. 2007, 363, 989–993.
[CrossRef] [PubMed]
25. Hwang, D.H.; Lee, H.J.; Park, I.H.; Seok, J.I.; Kim, B.G.; Joo, I.S.; Kim, S.U. Intrathecal transplantation of
human neural stem cells overexpressing VEGF provide behavioral improvement, disease onset delay and
survival extension in transgenic als mice. Gene Ther. 2009, 16, 1234–1244. [CrossRef] [PubMed]
26. Dai, R.; Ahmed, S.A. MicroRNA, a new paradigm for understanding immunoregulation, inflammation, and
autoimmune diseases. Transl. Res. 2011, 157, 163–179. [CrossRef] [PubMed]
27. Engels, B.M.; Hutvagner, G. Principles and effects of microRNA-mediated post-transcriptional gene
regulation. Oncogene 2006, 25, 6163–6169. [CrossRef] [PubMed]
28. Wang, K.; Zhang, S.; Weber, J.; Baxter, D.; Galas, D.J. Export of microRNAs and microRNA-protective protein
by mammalian cells. Nucleic Acids Res. 2010, 38, 7248–7259. [CrossRef] [PubMed]
29. Ponomarev, E.D.; Veremeyko, T.; Barteneva, N.; Krichevsky, A.M.; Weiner, H.L. MicroRNA-124 promotes
microglia quiescence and suppresses eae by deactivating macrophages via the C/EBP-α-PU.1 pathway.
Nat. Med. 2011, 17, 64–70. [CrossRef] [PubMed]
30. Diniz, G.P.; Wang, D.Z. Regulation of skeletal muscle by microRNAs. Compr. Physiol. 2016, 6, 1279–1294.
[PubMed]
31. Kroesen, B.J.; Teteloshvili, N.; Smigielska-Czepiel, K.; Brouwer, E.; Boots, A.M.; van den Berg, A.; Kluiver, J.
Immuno-mirs: Critical regulators of T-cell development, function and ageing. Immunology 2015, 144, 1–10.
[CrossRef] [PubMed]
32. Butovsky, O.; Jedrychowski, M.P.; Cialic, R.; Krasemann, S.; Murugaiyan, G.; Fanek, Z.; Greco, D.J.; Wu, P.M.;
Doykan, C.E.; Kiner, O.; et al. Targeting miR-155 restores abnormal microglia and attenuates disease in SOD1
mice. Ann. Neurol. 2015, 77, 75–99. [CrossRef] [PubMed]
33. Krist, B.; Florczyk, U.; Pietraszek-Gremplewicz, K.; Jozkowicz, A.; Dulak, J. The role of miR-378a in
metabolism, angiogenesis, and muscle biology. Int. J. Endocrinol. 2015, 2015, 281756. [CrossRef] [PubMed]
34. Allen, S.J.; Watson, J.J.; Shoemark, D.K.; Barua, N.U.; Patel, N.K. GDNF, NGF and BDNF as therapeutic
options for neurodegeneration. Pharmacol. Ther. 2013, 138, 155–175. [CrossRef] [PubMed]
35. Yoo, J.; Kim, H.S.; Hwang, D.Y. Stem cells as promising therapeutic options for neurological disorders. J. Cell.
Biochem. 2013, 114, 743–753. [CrossRef] [PubMed]
36. Czarzasta, J.; Habich, A.; Siwek, T.; Czaplinski, A.; Maksymowicz, W.; Wojtkiewicz, J. Stem cells for als:
An overview of possible therapeutic approaches. Int. J. Dev. Neurosci. 2017, 57, 46–55. [CrossRef] [PubMed]
37. Li, X.-Y.; Liang, Z.-H.; Han, C.; Wei, W.-J.; Song, C.-L.; Zhou, L.-N.; Liu, Y.; Li, Y.; Ji, X.-F.; Liu, J.
Transplantation of autologous peripheral blood mononuclear cells in the subarachnoid space for amyotrophic
lateral sclerosis: A safety analysis of 14 patients. Neural Regen. Res. 2017, 12, 493–498. [CrossRef] [PubMed]
38. Corti, S.; Strazzer, S.; Del Bo, R.; Salani, S.; Bossolasco, P.; Fortunato, F.; Locatelli, F.; Soligo, D.; Moggio, M.;
Ciscato, P.; et al. A subpopulation of murine bone marrow cells fully differentiates along the myogenic
pathway and participates in muscle repair in the MDX dystrophic mouse. Exp. Cell Res. 2002, 277, 74–85.
[CrossRef] [PubMed]
39. Machalinski, B.; Paczkowska, E.; Koziarska, D.; Ratajczak, M.Z. Mobilization of human hematopoietic
stem/progenitor-enriched CD34+ cells into peripheral blood during stress related to ischemic stroke.
Folia Histochem. Cytobiol. 2006, 44, 97–101. [PubMed]
40. Mitchell, R.M.; Freeman, W.M.; Randazzo, W.T.; Stephens, H.E.; Beard, J.L.; Simmons, Z.; Connor, J.R. A CSF
biomarker panel for identification of patients with amyotrophic lateral sclerosis. Neurology 2009, 72, 14–19.
[CrossRef] [PubMed]
41. Kuhle, J.; Lindberg, R.L.; Regeniter, A.; Mehling, M.; Steck, A.J.; Kappos, L.; Czaplinski, A. Increased levels
of inflammatory chemokines in amyotrophic lateral sclerosis. Eur. J. Neurol. 2009, 16, 771–774. [CrossRef]
[PubMed]
42. Annunziata, P.; Volpi, N. High levels of C3C in the cerebrospinal fluid from amyotrophic lateral sclerosis
patients. Acta Neurol. Scand. 1985, 72, 61–64. [CrossRef] [PubMed]
43. Goldknopf, I.L.; Sheta, E.A.; Bryson, J.; Folsom, B.; Wilson, C.; Duty, J.; Yen, A.A.; Appel, S.H. Complement
C3C and related protein biomarkers in amyotrophic lateral sclerosis and parkinson’s disease. Biochem.
Biophys. Res. Commun. 2006, 342, 1034–1039. [CrossRef] [PubMed]
Int. J. Mol. Sci. 2018, 19, 1312 18 of 19
44. Sta, M.; Sylva-Steenland, R.M.; Casula, M.; de Jong, J.M.; Troost, D.; Aronica, E.; Baas, F. Innate and adaptive
immunity in amyotrophic lateral sclerosis: Evidence of complement activation. Neurobiol. Dis. 2011, 42,
211–220. [CrossRef] [PubMed]
45. Chiu, I.M.; Phatnani, H.; Kuligowski, M.; Tapia, J.C.; Carrasco, M.A.; Zhang, M.; Maniatis, T.; Carroll, M.C.
Activation of innate and humoral immunity in the peripheral nervous system of als transgenic mice.
Proc. Natl. Acad. Sci. USA 2009, 106, 20960–20965. [CrossRef] [PubMed]
46. Nayak, A.; Ferluga, J.; Tsolaki, A.G.; Kishore, U. The non-classical functions of the classical complement
pathway recognition subcomponent C1Q. Immunol. Lett. 2010, 131, 139–150. [CrossRef] [PubMed]
47. Veerhuis, R.; Nielsen, H.M.; Tenner, A.J. Complement in the brain. Mol. Immunol. 2011, 48, 1592–1603.
[CrossRef] [PubMed]
48. Alexander, J.J.; Anderson, A.J.; Barnum, S.R.; Stevens, B.; Tenner, A.J. The complement cascade: Yin-yang
in neuroinflammation-neuro-protection and -degeneration. J. Neurochem. 2008, 107, 1169–1187. [CrossRef]
[PubMed]
49. Lee, J.D.; Kamaruzaman, N.A.; Fung, J.N.; Taylor, S.M.; Turner, B.J.; Atkin, J.D.; Woodruff, T.M.; Noakes, P.G.
Dysregulation of the complement cascade in the HSOD1G93A transgenic mouse model of amyotrophic
lateral sclerosis. J. Neuroinflamm. 2013, 10, 119. [CrossRef] [PubMed]
50. Lee, J.D.; Kumar, V.; Fung, J.N.; Ruitenberg, M.J.; Noakes, P.G.; Woodruff, T.M. Pharmacological inhibition
of complement C5A-C5A1 receptor signalling ameliorates disease pathology in the HSOD1(G93A) mouse
model of amyotrophic lateral sclerosis. Br. J. Pharmacol. 2017, 174, 689–699. [CrossRef] [PubMed]
51. Roginska, D.; Kawa, M.P.; Pius-Sadowska, E.; Lejkowska, R.; Luczkowska, K.; Wiszniewska, B.;
Kaarniranta, K.; Paterno, J.J.; Schmidt, C.A.; Machalinski, B.; et al. Depletion of the third complement
component ameliorates age-dependent oxidative stress and positively modulates autophagic activity in
aged retinas in a mouse model. Oxid. Med. Cell. Longev. 2017, 2017, 5306790. [CrossRef] [PubMed]
52. Petrou, P.; Gothelf, Y.; Argov, Z.; Gotkine, M.; Levy, Y.S.; Kassis, I.; Vaknin-Dembinsky, A.; Ben-Hur, T.;
Offen, D.; Abramsky, O.; et al. Safety and clinical effects of mesenchymal stem cells secreting neurotrophic
factor transplantation in patients with amyotrophic lateral sclerosis: Results of phase 1/2 and 2a clinical
trials. JAMA Neurol. 2016, 73, 337–344. [CrossRef] [PubMed]
53. Beck, M.; Flachenecker, P.; Magnus, T.; Giess, R.; Reiners, K.; Toyka, K.V.; Naumann, M. Autonomic
dysfunction in als: A preliminary study on the effects of intrathecal bdnf. Amyotroph. Lateral Scler. Other
Motor Neuron Disord. 2005, 6, 100–103. [CrossRef] [PubMed]
54. Bartus, R.T.; Johnson, E.M., Jr. Clinical tests of neurotrophic factors for human neurodegenerative diseases,
part 1: Where have we been and what have we learned? Neurobiol. Dis. 2016, 97, 156–168. [CrossRef]
[PubMed]
55. Klein, S.M.; Behrstock, S.; McHugh, J.; Hoffmann, K.; Wallace, K.; Suzuki, M.; Aebischer, P.; Svendsen, C.N.
GDNF delivery using human neural progenitor cells in a rat model of als. Hum. Gene Ther. 2005, 16, 509–521.
[CrossRef] [PubMed]
56. Cedarbaum, J.M.; Stambler, N. Disease status and use of ventilatory support by als patients. BDNF study
group. Amyotroph. Lateral Scler. 2001, 2, 19–22.
57. Paczkowska, E.; Luczkowska, K.; Piecyk, K.; Roginska, D.; Pius-Sadowska, E.; Ustianowski, P.;
Cecerska, E.; Dolegowska, B.; Celewicz, Z.; Machalinski, B. The influence of bdnf on human umbilical
cord blood stem/progenitor cells: Implications for stem cell-based therapy of neurodegenerative disorders.
Acta Neurobiol. Exp. 2015, 75, 172–191.
58. Stuerenburg, H.J.; Kunze, K. Tissue nerve growth factor concentrations in neuromuscular diseases. Eur. J.
Neurol. 1998, 5, 487–490. [CrossRef] [PubMed]
59. Ferraiuolo, L.; Higginbottom, A.; Heath, P.R.; Barber, S.; Greenald, D.; Kirby, J.; Shaw, P.J. Dysregulation of
astrocyte-motoneuron cross-talk in mutant superoxide dismutase 1-related amyotrophic lateral sclerosis.
Brain 2011, 134, 2627–2641. [CrossRef] [PubMed]
60. Ngo, S.T.; Steyn, F.J.; Huang, L.; Mantovani, S.; Pfluger, C.M.; Woodruff, T.M.; O’Sullivan, J.D.;
Henderson, R.D.; McCombe, P.A. Altered expression of metabolic proteins and adipokines in patients
with amyotrophic lateral sclerosis. J. Neurol. Sci. 2015, 357, 22–27. [CrossRef] [PubMed]
61. Bakay, M.; Wang, Z.; Melcon, G.; Schiltz, L.; Xuan, J.; Zhao, P.; Sartorelli, V.; Seo, J.; Pegoraro, E.; Angelini, C.;
et al. Nuclear envelope dystrophies show a transcriptional fingerprint suggesting disruption of RB-MYOD
pathways in muscle regeneration. Brain 2006, 129, 996–1013. [CrossRef] [PubMed]
Int. J. Mol. Sci. 2018, 19, 1312 19 of 19
62. Litwin´ska, Z.; Machalin´ski, B. MiRNAs in chronic myeloid leukemia: Small molecules, essential function.
Leuk. Lymphoma 2017, 58, 1297–1305. [CrossRef] [PubMed]
63. Kawa, M.; Machalin´ska, A. The role of microRNA in the pathogenesis of age-related macular degeneration:
Its pathophysiology and potential pharmacological aspects. J. Biochem. Pharmacol. Res. 2014, 2, 21–32.
64. Pegoraro, V.; Merico, A.; Angelini, C. Micro-RNAs in als muscle: Differences in gender, age at onset and
disease duration. J. Neurol. Sci. 2017, 380, 58–63. [CrossRef] [PubMed]
65. Williams, A.H.; Valdez, G.; Moresi, V.; Qi, X.; McAnally, J.; Elliott, J.L.; Bassel-Duby, R.; Sanes, J.R.; Olson, E.N.
MicroRNA-206 delays als progression and promotes regeneration of neuromuscular synapses in mice. Science
2009, 326, 1549–1554. [CrossRef] [PubMed]
66. Cardoso, A.L.; Guedes, J.R.; Pereira de Almeida, L.; Pedroso de Lima, M.C. MiR-155 modulates
microglia-mediated immune response by down-regulating SOCS-1 and promoting cytokine and nitric
oxide production. Immunology 2012, 135, 73–88. [CrossRef] [PubMed]
67. Parisi, C.; Arisi, I.; D’Ambrosi, N.; Storti, A.E.; Brandi, R.; D’Onofrio, M.; Volonte, C. Dysregulated
microRNAs in amyotrophic lateral sclerosis microglia modulate genes linked to neuroinflammation.
Cell Death Dis. 2013, 4, e959. [CrossRef] [PubMed]
68. Cardona, A.E.; Pioro, E.P.; Sasse, M.E.; Kostenko, V.; Cardona, S.M.; Dijkstra, I.M.; Huang, D.; Kidd, G.;
Dombrowski, S.; Dutta, R.; et al. Control of microglial neurotoxicity by the fractalkine receptor. Nat. Neurosci.
2006, 9, 917–924. [CrossRef] [PubMed]
69. Li, X.; Kong, D.; Chen, H.; Liu, S.; Hu, H.; Wu, T.; Wang, J.; Chen, W.; Ning, Y.; Li, Y.; et al. MiR-155 acts as an
anti-inflammatory factor in atherosclerosis-associated foam cell formation by repressing calcium-regulated
heat stable protein 1. Sci. Rep. 2016, 6, 21789. [CrossRef] [PubMed]
70. Gerin, I.; Bommer, G.T.; McCoin, C.S.; Sousa, K.M.; Krishnan, V.; MacDougald, O.A. Roles for
miRNA-378/378* in adipocyte gene expression and lipogenesis. Am. J. Physiol. Endocrinol. Metab. 2010, 299,
E198–E206. [CrossRef] [PubMed]
71. Kulyte, A.; Lorente-Cebrian, S.; Gao, H.; Mejhert, N.; Agustsson, T.; Arner, P.; Ryden, M.; Dahlman, I.
MicroRNA profiling links miR-378 to enhanced adipocyte lipolysis in human cancer cachexia. Am. J. Physiol.
Endocrinol. Metab. 2014, 306, E267–E274. [CrossRef] [PubMed]
72. Wang, P.; Gu, Y.; Zhang, Q.; Han, Y.; Hou, J.; Lin, L.; Wu, C.; Bao, Y.; Su, X.; Jiang, M.; et al. Identification of
resting and type I IFN-activated human NK cell mirnomes reveals microRNA-378 and microRNA-30E as
negative regulators of NK cell cytotoxicity. J. Immunol. 2012, 189, 211–221. [CrossRef] [PubMed]
73. Jiang, X.; Xue, M.; Fu, Z.; Ji, C.; Guo, X.; Zhu, L.; Xu, L.; Pang, L.; Xu, M.; Qu, H. Insight into the effects of
adipose tissue inflammation factors on miR-378 expression and the underlying mechanism. Cell. Physiol.
Biochem. 2014, 33, 1778–1788. [CrossRef] [PubMed]
74. Brooks, B.R.; Miller, R.G.; Swash, M.; Munsat, T.L. El escorial revisited: Revised criteria for the diagnosis
of amyotrophic lateral sclerosis. Amyotroph. Lateral Scler. Other Motor Neuron Disord. 2000, 1, 293–299.
[CrossRef] [PubMed]
75. Mareschi, K.; Ferrero, I.; Rustichelli, D.; Aschero, S.; Gammaitoni, L.; Aglietta, M.; Madon, E.; Fagioli, F.
Expansion of mesenchymal stem cells isolated from pediatric and adult donor bone marrow. J. Cell. Biochem.
2006, 97, 744–754. [CrossRef] [PubMed]
76. Cymbaluk-Ploska, A.; Chudecka-Glaz, A.; Pius-Sadowska, E.; Sompolska-Rzechula, A.; Chudecka, K.;
Bulsa, M.; Machalinski, B.; Menkiszak, J. Clinical relevance of NGAL/MMP-9 pathway in patients with
endometrial cancer. Dis. Markers 2017, 2017. [CrossRef] [PubMed]
77. Jazwa, A.; Kasper, L.; Bak, M.; Sobczak, M.; Szade, K.; Jozkowicz, A.; Sladek, K.; Dulak, J. Differential
inflammatory microRNA and cytokine expression in pulmonary sarcoidosis. Arch. Immunol. Ther. Exp. 2015,
63, 139–146. [CrossRef] [PubMed]
© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).
